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L6 ANSWER 1 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2006:889281 CAPLUS 
TITLE: Replication of HCV subgenomic 

replicons in two new cell lines 
AUTHOR(S): Wu, Gang; Wu, Ying-song; Dong, Wen-qi; Chen, Bai-hong; 

Li, Ming 

CORPORATE SOURCE: Coll. Biotechnol, Southern Med. Univ., Guangzhou, 

510515, Peop. Rep. China 
SOURCE: Redai Yixue Zazhi (2006), 6(5), 514-517, C3, C2 

CODEN: RYZEAI; ISSN: 1672-3619 
PUBLISHER: Guangdong Redai Yixue Zazhishe 

DOCUMENT TYPE: Journal 
LANGUAGE: Chinese 

L6 ANSWER 2 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 

ACCESSION NUMBER: 2006:874383 CAPLUS 

TITLE: Improved replicon cellular activity of 

non-nucleoside allosteric inhibitors of HCV NS5B 
polymerase: From benzimidazole to indole scaffolds 

AUTHOR(S): Beaulieu, Pierre L.; Gillard, James; Bykowski, Darren; 

Brochu, Christian; Dansereau, Nathalie; Duceppe, 
Jean-Simon; Hache, Bruno; Jakalian, Araz; Lagace, 
Lisette; LaPlante, Steven; McKercher, Ginette; Moreau, 
Elaine; Perreault, Stephane; Stammers, Timothy; 
Thauvette, Louise; Warrington, Jeff; Kukolj, George 

CORPORATE SOURCE: Research and Development, Boehringer Ingelheim 
(Canada) Ltd., 2100 Cunard Street, Laval (Quebec), H7S 
2G5, Can. 

SOURCE: Bioorganic & Medicinal Chemistry Letters (2006), 

16(19), 4987-4993 

CODEN: BMCLE8; ISSN: 0960-894X 
PUBLISHER: Elsevier B.V. 

DOCUMENT TYPE: Journal 



LANGUAGE: 



English 



L6 ANSWER 3 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 

ACCESSION NUMBER: 2006:861726 CAPLUS 

TITLE: HepDirect- prodrugs of 2'-methyladenosine for 

liver-targeted therapy of hepatitis C 
AUTHOR(S): Hecker, Scott J.; Reddy, K. Raja; van Poelje, Paul D.; 

Sun, Zhili; Mali, V. Reddy; Huang, Wenjian; 

Varkhedkar, Vaibhav; Fujitaki, James; Insko, Michael; 

Krutil, Douglas; Chi, Bert; Olsen, David B ; 

Koeplinger, Kenneth A.; Boyer, Serge H; Linemeyer, 

David; MacCoss, Malcolm; Erion, Mark D. 
CORPORATE SOURCE: Department of Medicinal Chemistry, Metabasis 

Therapeutics, Inc, La Jolla, CA, 92037, USA 
SOURCE: Abstracts of Papers, 232nd ACS National Meeting, San 

Francisco, CA, United States, Sept. 10-14, 2006 (2006) 

, MEDI-271. American Chemical Society: Washington, D. 

C. 

CODEN: 69IHRD 

DOCUMENT TYPE: Conference; Meeting Abstract; (computer optical disk) 
LANGUAGE: English 

L6 ANSWER 4 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 

ACCESSION NUMBER: 2006:861696 CAPLUS 

TITLE: Synthesis and structure-activity relationship studies 

of benzimidazole and related compounds as hepatitis C 
virus NS5B RNA-dependent RNA polymerase inhibitors 

AUTHOR(S): Oka, Takahiro; Hiroshima, Shintaro; Ikegashira, 

Razutaka; Noji, Satoru; Yamanaka, Hiroshi; Hara, 
Yoshinori; Ishida, Tomio; Suzuki, Takayoshi; Yata, 
Shinji; Ando, Izuru; Ikeda, Satoru; Hashimoto, 
Hiromasa 

CORPORATE SOURCE: Central Pharmaceutical Research Institute, Japan 

Tobacco Inc, Takatsuki, Osaka, N/A, Japan 
SOURCE: Abstracts of Papers, 232nd ACS National Meeting, San 

Francisco, CA, United States, Sept. 10-14, 2006 (2006) 

, MEDI-241. American Chemical Society: Washington, D. 

C. 

CODEN: 69IHRD 

DOCUMENT TYPE: Conference; Meeting Abstract; (computer optical disk) 
LANGUAGE: English 

L6 ANSWER 5 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2006:861695 CAPLUS 
TITLE: Discovery of VP19744: A pyrano[3,4-b]indole-based 

inhibitor of HCV NS5B polymerase demonstrating in vivo 



antiviral activity 

AUTHOR(S) : LaPorte, Matthew G. ; Jackson, Randy W. ; Burns, 

Christopher J.; Draper, Tandy L.; Gaboury, Janet A.; 

Galie, Kristin; Herbertz, Torsten; Hussey, Alison R.; 

Rippin, Susan R.; Benetatos, Christopher A; Chunduru, 

Srinivas K.; Young, Dorothy C; Christiansen, Joel S.; 

Coburn, Glen A.; Rizzo, Christopher J.; Collett, Marc 

S.; Pevear, Daniel C; Condon, Stephen M. 
CORPORATE SOURCE: Department of Medicinal Chemistry, ViroPharma Inc, 

Exton, PA 19341, USA 
SOURCE: Abstracts of Papers, 232nd ACS National Meeting, San 

Francisco, CA United States, Sept. 10-14, 2006 (2006) 

, MEDI-240. American Chemical Society: Washington, D. 

C. 

CODEN: 69IHRD 

DOCUMENT TYPE: Conference; Meeting Abstract; (computer optical disk) 
LANGUAGE: English 

L6 ANSWER 6 OF 419 CAPLUS COPYRIGHT 2006 ACS on STN 

ACCESSION NUMBER: 2006:856575 CAPLUS 

TITLE: Bleomycin is a potent small molecule inhibitor of 

hepatitis C virus replication 
AUTHOR(S): Rakic, Bojana; Brulotte, Marc; Pezacki, John Paul 

CORPORATE SOURCE: The Steacie Institute for Molecular Sciences, National 

Research Council Canada/ University of Ottawa, Ottawa, 

ON,K1AOR6, Can. 
SOURCE: Abstracts of Papers, 232nd ACS National Meeting, San 

Francisco, CA United States, Sept. 10-14, 2006 (2006) 

, BIOL-094. American Chemical Society: Washington, D. 

C. 

CODEN: 69IHRD 

DOCUMENT TYPE: Conference; Meeting Abstract; (computer optical disk) 
LANGUAGE: English 
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L7 ANSWER 1 OF 4 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2006:889281 CAPLUS 
TITLE: Replication of HCV subgenomic 

replicons in two new cell lines 
AUTHOR(S): Wu, Gang; Wu, Ying-song; Dong, Wen-qi; Chen, Bai-hong; 

Li, Ming 

CORPORATE SOURCE: Coll. Biotechnol., Southern Med. Univ., Guangzhou, 

510515, Peop. Rep. China 
SOURCE: Redai Yixue Zazhi (2006), 6(5), 514-517, C3, C2 



CODEN: RYZEAI; ISSN: 1672-3619 
PUBLISHER: Guangdong Redai Yixue Zazhishe 

DOCUMENT TYPE: Journal 
LANGUAGE: Chinese 

AB Objective: HCV is a major leading cause of chronic liver 
diseases. Very little is known about HCV until the HCV 
virus was cloned in 1989. The major obstacles in the study HCV 
are (1) the virus particles are not frequently found in the blood and 
hepatobiopsy samples, (2) lack of a robust culture system and (3) lack of 
a convenient small animal model. The great progress in the field of in 
vitro HCV culture was the establishment of the selectable 
subgenomic replicon system in 1999. The system provides 
a platform to study the replication mechanism of the virus, the 
relationship between the virus and its host cells, and the metabolic 
characteristic of enzymes encoded by HCV. The system is also 
useful for scanning of new compds. against HCV. However the 
system is restricted to use in only a few cell lines such as Huh7, 293, 
Hela and Hepal-6. Another drawback is the lack of structural genes in the 
replicon so it produces no virus particles. Thus it is desirable 
to have an improved replicon system. But it is uncertain that 
the replicon-sustained cell lines now existing have the cellular 
condition favorable for virus particles assembly and secretion, so we 
first screened for more replicon-sustained cells. Methods: The 
plasmid pNNeo3-5B comprises replicon cDNA of HCV-N. 
This replicon RNA has previously been proved to have the ability 
to replicate in Huh7. Deleting pNNeo3-SB BsaB I -Hpa I segment, which 
covers the NS5B GDD motif, resulted in a replicate-deficient 
replicon plasmid pNNeo3- 5B(A). After digestion with Xba I , the 
two plasmids were transcripted with T7 RNA polymerase to produce 
rNNeo3-5B and rNNeo3-5B (A). A panel of mammalian cell lines including 
Huh7, SMMC7721, HepG2, BEL7402, Lo2, CBRH7919, BHK_, Vero E6, 293 and 

293T 

were electroporated with rNNeo3-5B, followed by feeding the medium with 
G418 at 800 pig/mL. Results: After three weeks, cell clones were found 
only in CBRH7919 and BHK21. Electroporating of cells with 
rNNeo3-5B(.DELTA.) failed to confer G418 resistance. Cells without 
replicon dropped off when fed with G418 at the same concn. 
Results from RT-PCR confirmed that the replicon RNA efficiently 
replicated in each clone. Conclusion: The expression of HCV NS3 
and NS5A proteins was validated by immunofluorescence and Western blot. 
This work provides evidence that CBRH7919 and BHK21 cells can sustain 
HCV replicon, therefore they are potential hosts for 
HCV particles. 



L7 ANSWER 2 OF 4 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2006:315056 CAPLUS 



DOCUMENT NUMBER: 145:4018 

TITLE: Inhibition of hepatitis C virus RNA replication by 

short hairpin RNA synthesized by T7 RNA 
polymerase in hepatitis C virus subgenomic 
replicons 

AUTHOR(S): Hamazaki, Hiroyuki; Ujino, Saneyuki; Miyano-Kurosaki, 

Naoko; Shimotohno, Kunitada; Takaku, Hiroshi 
CORPORATE SOURCE: Department of Life and Environmental Sciences, Chiba 

Institute of Technology, 2-17-1 Tsudanuma, Narashino, 

Chiba, 275-0016, Japan 
SOURCE: Biochemical and Biophysical Research Communications 

(2006), 343(3), 988-994 

CODEN: BBRCA9; ISSN: 0006-291X 
PUBLISHER: Elsevier 
DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB RNA interference (RNAi) is a cellular process that induces gene silencing 
by which small duplexes of RNA specifically target a homologous sequence 
for cleavage by cellular RNases. Here, to test the RNAi method for 
blocking hepatitis C virus (HCV) RNA replication, we created four short 
hairpin RNAs (shRNAs) targeting the HCV internal ribosome entry site/Core 
gene transcript using T7 RNA polymerase. ShRNA suppressed the 
replication of HCV RNA in the HCV replicon. On the other hand, 
short interfering RNAs synthesized using the T7 RNA polymerase 
system trigger a potent induction of interferon-.alpha. and -.beta, in a 
variety of cells. We examd. whether the shRNAs synthesized using the 
T7 RNA polymerase system activated double-stranded RNA-dependent 
protein kinase, 2-5' oligoadenylate synthetase, or interferon-regulatory 
factor-3. Our results demonstrated that the T7-transcribed 
shRNA did not activate these proteins in Huh-7 cells and the HCV 
replicon. These shRNAs are a promising new strategy for anti-HCV 
gene therapeutics. 

REFERENCE COUNT: 39 THERE ARE 39 CITED REFERENCES 
AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L7 ANSWER 3 OF 4 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2003:407405 CAPLUS 
DOCUMENT NUMBER: 139:239740 

TITLE: The effect of ribavirin and IMPDH inhibitors on 

hepatitis C virus subgenomic replicon RNA 
AUTHOR(S): Zhou, Sifang; Liu, Rong; Baroudy, Bahige M.; Malcolm, 

Bruce A; Reyes, Gregory R. 
CORPORATE SOURCE: Antiviral Therapy, Schering-Plough Research Institute, 

Kenilworth, NJ, 07033, USA 
SOURCE: Virology (2003), 310(2), 333-342 



CODEN: VIRLAX; ISSN: 0042-6822 
PUBLISHER: Elsevier Science 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB The recent development of in vitro hepatitis C virus (HCV) RNA 
replication systems has provided useful tools for studying the 
intracellular anti-HCV activity of ribavirin. Ribavirin has 
been shown to: induce "error catastrophe" in poliovirus be a 
pseudo-substrate of the HCV RNA-dependent RNA polymerase (RdRp) 
in vitro, and increase mutations in HCV RNA in the binary 
T7 polymerase/HCV cDNA replication system. These 
findings have led to the hypothesis that ribavirin may also induce error 
catastrophe in HCV. However, the functional relevance of 
ribavirin-induced HCV RNA mutagenesis is unclear. By use of a 
colony formation assay, in which RNA is isolated from the HCV 
subgenomic replicon system following treatment, the 
impact of ribavirin, inosine-5'-monophosphate dehydrogenase (IMPDH) 
inhibitors, and the combination was assessed. Ribavirin reduced 
HCV replicon colony-forming efficiency (CFE) in a 
dose-dependent fashion, suggesting that ribavirin may be misincorporated 
into replicon RNA and result in an anti-replicon 
effect analogous to error catastrophe. This effect was markedly 
suppressed by addn. of exogenous guanosine. Combination treatment with 
ribavirin and mycophenolic acid (MP A) or VX-497, both potent, 
nonnucleoside IMPDH inhibitors, led to a greatly enhanced anti- 
replicon effect. This enhancement was reversed by inclusion of 
guanosine with the treatment. In contrast, MPA or VX-497 alone had only 
marginal effects on both the quantity and quality (CFE) of 
replicon RNA, suggesting that although IMPDH inhibition is an 
important contributing factor to the overall ribavirin anti-HCV 
replicon activity, IMPDH inhibition by itself is not sufficient to 
exert an anti-HCV effect. Sequencing data targeting the neo 
gene segment of the HCV replicon indicated that 
ribavirin together with MPA or VX-497 increased the replicon 
error rate by about two-fold. Taken together these results further 
suggest that lethal mutagenesis may be an effective anti-HCV 
strategy. The colony formation assay provides a useful tool for 
evaluating mutagenic nucleoside analogs for HCV therapy. 
Finally, the data from combination treatment indicate potential 
therapeutic value for an enhanced anti-HCV effect when using 
ribavirin in combination with IMPDH inhibition. 

REFERENCE COUNT: 43 THERE ARE 43 CITED REFERENCES 

AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 



L7 ANSWER 4 OF 4 BIOSIS COPYRIGHT (c) 2006 The Thomson Corporation on 
STN 

ACCESSION NUMBER: 2003:303187 BIOSIS 
DOCUMENT NUMBER: PREV200300303 187 

TITLE: The effect of ribavirin and IMPDH inhibitors on hepatitis C 

virus subgenomic replicon RNA. 
AUTHOR(S): Zhou, Sifang; Liu, Rong; Baroudy, Bahige M.; Malcolm, Bruce 

A.; Reyes, Gregory R. [Reprint Author] 
CORPORATE SOURCE: Infectious Diseases and Oncology, Schering-Plough Research 

Institute, 2015 Galloping Hill Road, Kenilworth, NJ, 07033, 

USA 

gregory . rey es@spcorp . com 
SOURCE: ~ Virology, (June 5 2003) Vol. 310, No. 2, pp. 333-342. 
print. 

ISSN: 0042-6822 (ISSN print). 

DOCUMENT TYPE: Article 

LANGUAGE: English 

ENTRY DATE: Entered STN: 2 Jul 2003 
Last Updated on STN: 2 Jul 2003 

AB The recent development of in vitro hepatitis C virus (HCV) RNA 
replication systems has provided useful tools for studying the 
intracellular anti-HCV activity of ribavirin. Ribavirin has 
been shown to: (1) induce "error catastrophe" in poliovirus (Crotty et 
al.,2001,Proc. Natl. Acad. Sci. USA 98, 6895-6900), (2) be a 
pseudo-substrate of the HCV RNA-dependent RNA polymerase (RdRp) 
in vitro (Maag et al., 2001, J. Biol. Chem. 276, 46094-46098), and (3) 
increase mutations in HCV RNA in the binary T7 
polymerase/HCV cDNA replication system (Contreras et al., 2002, 
J. Virol. 76, 8505-8517). These findings have led to the hypothesis that 
ribavirin may also induce error catastrophe in HCV. However, 
the functional relevance of ribavirin-induced HCV RNA 
mutagenesis is unclear. By use of a colony formation assay, in which RNA 
is isolated from the HCV subgenomic replicon 
system following treatment, the impact of ribavirin, inosine-5- 
monophosphate dehydrogenase (IMPDH) inhibitors, and the combination was 
assessed. Ribavirin reduced HCV replicon 

colony-forming efficiency (CFE) in a dose-dependent fashion, suggesting 
that ribavirin may be misincorporated into replicon RNA and 
result in an anti-replicon effect analogous to error 

catastrophe. This effect was markedly suppressed by addition of exogenous 
guanosine. Combination treatment with ribavirin and mycophenolic acid 
(MP A) or VX-497, both potent, nonnucleoside IMPDH inhibitors, led to a 
greatly enhanced anti-replicon effect. This enhancement was 
reversed by inclusion of guanosine with the treatment. In contrast, MPA 
or VX-497 alone had only marginal effects on both the quantity and quality 
(CFE) of replicon RNA, suggesting that although IMPDH inhibition 



is an important contributing factor to the overall ribavirin anti- 
HCV replicon activity. IMPDH inhibition by itself is 
not sufficient to exert an anti-HCV effect. Sequencing data 
targeting the neo gene segment of the HCV replicon 
indicated that ribavirin together with MPA or VX-497 increased the 
replicon error rate by about two-fold. Taken together these 
results further suggest that lethal mutagenesis may be an effective anti- 
HCV strategy. The colony formation assay provides a useful tool 
for evaluating mutagenic nucleoside analogs for HCV therapy. 
Finally, the data from combination treatment indicate potential 
therapeutic value for an enhanced anti-HCV effect when using 
ribavirin in combination with IMPDH inhibition. 
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L8 ANSWER 1 OF 6 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2005:1017584 CAPLUS 
DOCUMENT NUMBER: 143 :434627 

TITLE: Mutagenesis analysis of the rGTP-specific binding site 

of hepatitis C virus RNA-dependent RNA polymerase 

AUTHOR(S): Cai, Zhaohui; Yi, MinKyung; Zhang, Chen; Luo, 

Guangxiang 

CORPORATE SOURCE: Department of Microbiology, Immunology, and Molecular 
Genetics, University of Kentucky College of Medicine, 
Lexington, KY, 40536, USA 

SOURCE: Journal of Virology (2005), 79(18), 1 1607-1 1617 

CODEN: JOVIAM; ISSN: 0022-538X 

PUBLISHER: American Society for Microbiology 

DOCUMENT TYPE: Journal 

LANGUAGE: English 

AB Hepatitis C virus (HCV) nonstructural protein 5B (NS5B) is the 
virus-encoded RNA-dependent RNA polymerase (RdRp) essential for 
HCV RNA replication. An earlier crystallog. study identified a 
rGTP-specific binding site lying at the surface between the thumb domain 
and the fingertip about 30 A away from the active site of the HCV 
RdRp. To det its physiol. importance, we performed a systematic 
mutagenesis anal, of the rGTP-specific binding pocket by amino acid 
substitutions. Effects of mutations of the rGTP-specific binding site on 
enzymic activity were detd. by an in vitro RdRp assay, while effects of 
mutations on HCV RNA replication were examd. by cell colony 
formation, as well as by transient replication of subgenomic 
HCV RNAs. Results derived from these studies demonstrate that 
amino acid substitutions of the rGTP-specific binding pocket did not 
significantly affect the in vitro RdRp activity of purified recombinant 
NS5B proteins, as measured by their abilities to synthesize RNA on an RNA 



template contg. the 3' untranslated region of HCV neg. -strand 

RNA. However, most mutations of the rGTP-specific binding site either 

impaired or completely ablated the ability of subgenomic 

HCV RNAs to induce cell colony formation. Likewise, these 

mutations caused either redn. in or lethality to transient replication of 

the human immunodeficiency virus Tat-expressing HCV 

replicon RNAs in the cell. Collectively, these findings 

demonstrate that the rGTP-specific binding site of the HCV NS5B 

is not required for in vitro RdRp activity but is important for 

HCV RNA replication in vivo. 
REFERENCE COUNT: 42 THERE ARE 42 CITED REFERENCES 
AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L8 ANSWER 2 OF 6 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2005:761023 CAPLUS 
DOCUMENT NUMBER: 144: 142050 
TITLE: Screening for hepatitis C virus antiviral activity 

with a cell-based secreted alkaline phosphatase 

reporter replicon system 
AUTHOR(S): Bourne, Nigel; Pyles, Richard B.; Yi, MinKyung; 

Veselenak, Ronald L.; Davis, Melissa M.; Lemon, 

Stanley M. 

CORPORATE SOURCE: Department of Pediatrics, Department of Micorbiology 
and Immunology, University of Texas Medical Branch, 
Galveston, TX, 77555-0436, USA 

SOURCE: Antiviral Research (2005), 67(2), 76-82 

CODEN: ARSRDR; ISSN: 0166-3542 

PUBLISHER: Elsevier B. V. 

DOCUMENT TYPE: Journal 

LANGUAGE: English 

AB The authors describe a phased screening system for discovery of compds. 
with antiviral activity against hepatitis C virus (HCV). The 
primary assay utilizes dicistronic subgenomic HCV 
replicons in which the upstream cistron was modified to express 
the human immunodeficiency virus (HIV) tat protein. When these 
replicons are stably transfected into Huh-7-derived cells that 
express secreted alk. phosphatase (SEAP) under transcriptional control of 
the HIV long terminal repeat promoter, there is a strong correlation 
between intracellular HCV RNA abundance and the activity of SEAP 
secreted into the culture medium. Thus, active compds. are easily 
identified by direct enzymic quantification of SEAP in the medium without 
post-assay processing. Compds. that reduce SEAP activity without causing 
cellular toxicity are next evaluated in a second Huh-7-derived cell line 
constitutively expressing SEAP under control of the tat-HIV 
promoter axis, independent of HCV RNA replication. This 



specificity control identifies compds. that cause redns. in SEAP that are 

unrelated to suppression of HCV RNA replication. Compds. 

showing HCV-specific activity in primary assays are next 

evaluated by real-time RT-PCR to directly quantify redns. in HCV 

RNA. The authors have found excellent agreement between the SEAP and 

RT-PCR assays. This phased system provides an efficient and 

cost-effective screen for compds. with antiviral activity against 

HCV. 

REFERENCE COUNT: 18 THERE ARE 18 CITED REFERENCES 
AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L8 ANSWER 3 OF 6 CAPLUS COPYRIGHT 2006 ACS on STN 
ACCESSION NUMBER: 2002:969892 CAPLUS 
DOCUMENT NUMBER: 138:249449 
TITLE: Subgenomic Hepatitis C Virus Replicons 

Inducing Expression of a Secreted Enzymatic Reporter 

Protein 

AUTHOR(S): Yi, MinKyung; Bodola, Francis; Lemon, Stanley M. 

CORPORATE SOURCE: Department of Microbiology and Immunology, The 

University of Texas Medical Branch at Galveston, 

Galveston, TX, 77555-1019, USA 
SOURCE: Virology (2002), 304(2), 197-210 

CODEN: VIRLAX; ISSN: 0042-6822 
PUBLISHER: Elsevier Science 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB We constructed dicistronic, subgenomic hepatitis C virus ( 
HCV) replicons in which the sequence encoding the human 
immunodeficiency virus (HIV) tat protein was placed in the 
upstream cistron, between the HCV 5TsfTR and a picornaviral 2A 
proteinase sequence fused to the selectable marker Neo. Stably 
transformed Huh7 cells expressing secreted alk. phosphatase (SEAP) under 
transcriptional control of the HIV LTR promoter actively secreted SEAP 
following transfection with these replicon RNAs. Extracellular 
SEAP activity correlated closely with intracellular HCV RNA 
levels, as detd. by Northern blotting and real-time RT-PCR anal. These 
RNAs replicated efficiently despite the absence of core-protein-coding 
sequence downstream of the HCV IRES. The replication efficiency 
of replicons derived from the HCV-N strain of 
HCV was significantly greater than those derived from Conl in 
transiently transfected cells. Using this reporter system, we have 
demonstrated significant differences in the response to interferon 
.alpha. -2b in cell lines contg. replicons derived from these two 
strains of HCV. 



REFERENCE COUNT: 29 THERE ARE 29 CITED REFERENCES 
AVAILABLE FOR THIS 

RECORD. ALL CITATIONS AVAILABLE IN THE RE FORMAT 

L8 ANSWER 4 OF 6 BIOSIS COPYRIGHT (c) 2006 The Thomson Corporation on 
STN 

ACCESSION NUMBER: 2005:514751 BIOSIS 
DOCUMENT NUMBER: PRE V2005 10306576 
TITLE: Mutagenesis analysis of the rGTP-specific binding site of 

hepatitis C virus RNA-dependent RNA polymerase. 
AUTHOR(S): Cai, Zhaohui; Yi, MinKyung; Zhang, Chen; Luo, Guangxiang 

[Reprint Author] 

CORPORATE SOURCE: Univ Kentucky, Dept Microbiol Mol Genet and Immunol, 
Coll 

Med, 800 Rose St,MN477, Lexington, KY 40536 USA 
gluo0@uky.edu 

SOURCE: Journal of Virology, (SEP 2005) Vol. 79, No. 18, pp. 

11607-11617. 

CODEN: JOVIAM. ISSN: 0022-538X. 

DOCUMENT TYPE: Article 

LANGUAGE: English 

ENTRY DATE: Entered STN: 23 Nov 2005 
Last Updated on STN: 23 Nov 2005 

AB Hepatitis C virus (HCV) nonstructural protein 5B (NS5B) is the 
virus-encoded RNA-dependent RNA polymerase (RdRp) essential for 
HCV RNA replication. An earlier crystallographic study identified 
a rGTP-specific binding site lying at the surface between the thumb domain 
and the fingertip about 30 angstrom away from the active site of the 
HCV RdRp (S. Bressanelli, L. Tomei, F. A. Rey, andR. De 
Francesco, J. Virol 76:3482-3492, 2002). To determine its physiological 
importance, we performed a systematic mutagenesis analysis of the 
rGTP-specific binding pocket by amino acid substitutions. Effects of 
mutations of the rGTP-specific binding site on enzymatic activity were 
determined by an in vitro RdRp assay, while effects of mutations on 
HCV RNA replication were examined by cell colony formation, as 
well as by transient replication of subgenomic HCV 
RNAs. Results derived from these studies demonstrate that amino acid 
substitutions of the rGTP-specific binding pocket did not significantly 
affect the in vitro RdRp activity of purified recombinant NS5B proteins, 
as measured by their abilities to synthesize RNA on an RNA template 
containing the 3' untranslated region of HCV negative-strand 
RNA. However, most mutations of the rGTP-specific binding site either 
impaired or completely ablated the ability of subgenomic 
HCV RNAs to induce cell colony formation. Likewise, these 
mutations caused either reduction in or lethality to transient replication 
of the human immunodeficiency virus Tat-expressing HCV 



replicon RNAs in the cell. Collectively, these findings 
demonstrate that the rGTP-specific binding site of the HCV NS5B 
is not required for in vitro RdRp activity but is important for 
HCV RNA replication in vivo. 
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